We isolated five polymorphic microsatellite loci from a library of two thousand recombinant clones of two fungus-growing ant species, Cyphomynnex longiscapus and Trachymyrmex cf. zeteki. Amplification and heterozygosity were tested in five species of higher attine ants using both the newly developed primers and earlier published primers that were developed for fungus-growing ants. A total of 20 variable microsatellite loci, developed for six different species of fungus-growing ants, are now available for studying the population genetics and colony kin-structure of these ants.
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AUozyme and microsatellite studies have shown that Atta and Acromyrmex leaf cutter ants have multiply mated queens (Fjerdingstad et al. 1998; Bekkevold et al. 1999; Boomsma et al. 1999; Fjerdingstad & Boomsma 2000) , whereas queens of lower attines are singly mated (Murakami et al. 2000; Villesen et al. 1999) . After the publication of three such markers for Atta (Fjerdingstad et al. 1998; Fjerdingstad & Boomsma 2000) , five for Acromyrmex (Ortius-Lechner et al. 2000) and six for lower attine ants (Villesen et al. 1999) , we here present an additional set of five microsatellite markers for the attine species Cyphomyrmex longiscapus and Trachymyrmex cf. zeteki, and provide a series of tests on their applicability across other attine species.
DNA for constructing genomic libraries was extracted from single worker ants (Trachymyrmex cf. zeteki) or several ants (Cyphomyrmex longiscapus) using a high-salt purification procedure. A small insert genomic library was constructed by digesting 2-6 Hg of high molecular weight DNA with Sau 3AI restriction enzyme. Fragments of size 200-500 bp were purified using Chromaspin 100 columns and subsequently ligated into the BamHl cut site of the dephosphorylated plasmid vector pBluescript II SK +. The ligation products were transformed into competent Escherichia coli cells, followed by recombinant screening using Correspondence: J.J. Boomsma. Present address: Department of Population Ecology, University of Copenhagen, DK-2100 Copenhagen East, Denmark. Fax: + 45 35 32 12 50; E-mail: jiboomsma@zi.ku.dk selective agar plates containing X-Gal, IPTG and ampicillin. Two thousand recombinant clones were screened for each species with synthetic oligonucleotides (GT)JQ (CT)jo and (ATT)jo end labelled with DIG-dUTP. Positive clones were sequenced using a sequencing kit (Amersham Biosciences) and an ALF express^^ automatic sequencer, after which five primer sets were designed and polymerase chain reaction (PCR) conditions were optimized. PCR reactions were carried out in 6 |J,L volumes containing 1 ^L of extracted template DNA, 2 pmole of each PCR primer (the forward primer was 5 Cy end labelled for specific use on the ALF express^"), 0.2 mM dATP, dCTP, dGTP and dTTP, 1 X Taq polymerase buffer (Pharmacia) and 0.375 units of Taq polymerase (Pharmacia). The characteristics of the primers are given in Table 1 .
After initial primer testing for use in the target species, we also screened earlier published primers (Fjerdingstad et al. 1998; ViUesen et al. 1999; Fjerdingstad & Boomsma 2000; Ortius-Lechner et al. 2000) and the new primers for amplification and variation in a number of other fungusgrowing ants (Table 2) . Primer sets normally amplified and were variable in other species, sometimes only within the same genus, but often also in other genera. The primer 'Cyphol5B_16B' (developed for Cyphomyrmex longiscapus) was variable in all six other species tested. Apparently some of the microsatellite primer regions are extremely conserved, whereas others have mutated even in closely related species. The present study and earlier work (Fjerdingstad et al. 1998; Villesen et al. 1999; 
